Background: Papillary thyroid cancer (PTC) is the most common subtype of thyroid cancer, and inflammation relates significantly to its initiation and prognosis. Systematic exploration of the immunogenomic landscape therein to assist in PTC prognosis is therefore urgent. The Cancer Genome Atlas (TCGA) project provides a large number of genetic PTC samples that enable a comprehensive and reliable immunogenomic study. Methods: We integrated the expression profiles of immune-related genes (IRGs) and progression-free intervals (PFIs) in survival in 493 PTC patients based on the TCGA dataset. Differentially-expressed and survivalassociated IRGs in PTC patients were estimated a computational difference algorithm and COX regression analysis. The potential molecular mechanisms and properties of these PTC-specific IRGs were also explored with the help of computational biology. A new prognostic index based on immune-related genes was developed by using multivariable COX analysis. 
INTRODUCTION
Thyroid cancer accounts for > 90% of endocrine system malignancies, and its incidence rate is on the rise [1] [2] [3] [4] [5] . In the United States, it is estimated that 53,990 new cases will be diagnosed and 2,060 thyroid cancer fatalities will occur in 2018 [6] . Papillary thyroid carcinoma (PTC), the most common subtype of thyroid cancer, accounts for 80% of reported cases [7] [8] [9] [10] [11] . At present, patients with PTC typically undergo surgical treatment and radioactive iodine therapy, with an excellent overall prognosis [12, 13] . Although the majority of PTCs remain indolent, tumor recurrence and metastasis stymies clinical management and survival in certain patients [14] [15] [16] [17] . Existing treatments are insufficient for patients with locally advanced or distantly metastatic PTC. Careful monitoring of the progression of PTC with the help of novel and sensitive biomarkers could reduce numbers of PTC patients not diagnosed before the onset of aggressive disease.
Cancer immunotherapy has been a major driver of personalized medicine, with aggressive efforts to leverage the immune system to fight tumors [18, 19] . In recent decades, immunotherapy developments have entered the treatment protocols of many types of cancers [20, 21] . At present, cutting-edge immunotherapies promise PTC patients another alternative treatment method. In vitro and/or in vivo experiments proposed that immune checkpoint inhibitors could boost the effective elimination of thyroid tumor cells [22, 23] . Besides, Bai Y et al. found that the expression of BRAF V600E is positively correlated with PD-L1/PD-1 in PTC samples, which indicated that immune checkpoint therapy might be effective for PTC patients with the BRAF V600E mutation [24] . More importantly, several ongoing clinical trials have fueled the field of tumor immunology in thyroid cancer [25] .The thyroid gland is the largest endocrine organ in the human body, and is a frequent target of autoimmune disease. Immunological cells are widespread in the thyroid cancer microenvironment [26] . Certain studies have proposed that chronic lymphocytic thyroiditis, a common autoimmune disease, may trigger or accelerate development of PTC [27, 28] , although a potential causative relationship therein has yet to be established. While these findings support the importance of immunology in PTC, molecular mechanisms still remain unclear, particularly for with regards to immunogenomic effects. With the advent of public, large-scale gene expression datasets, cancer researchers have been able to identify culpable biomarkers for tumor monitoring and surveillance with great speed and accuracy [29, 30] . comprehensively explored the prognostic value of immune-related genes (IRGs) to develop an individualized immune signature which could improve prognostic estimations for patients with nonsquamous non-small cell lung cancer [31] . However, the clinical relevance and prognostic significance of IRGs in PTC has yet to be explored.
Our aim in this investigation is to gain insight into the potential clinical utility of IRGs on prognostic stratification and their implicational potential as biomarkers for targeted PTC therapy. We integrated IRG expression profiles with clinical information, applying computational methods for the assessment of progression-free intervals (PFIs) in PTC patients. We systematically analyzed the expression status and prognostic landscape of IRGs and developed an individualized prognostic signature for PTC patients. Bioinformatics analyses were conducted to explore underlying regulatory mechanisms. Results from this study could offer a foundation for subsequent, in-depth immune-related work with great promise for personalized medicine in the treatment of PTC.
RESULTS

Identification of differentially expressed IRGs
The edgeR algorithm identified 5,498 differentially expressed genes, 2,258 up-regulated and 3,240 downregulated ( Figures 1A and 1C ). From this set of genes, we extracted 374 differentially expressed IRGs, including 269 up-regulated and 105 down-regulated ( Figures 1B  and 1D ). As expected, gene functional enrichment analysis revealed that inflammatory pathways were most frequently implicated. "Cell chemotaxis," "cytoplasmic vesicle lumen," and "recep-tor ligand activity" were the most frequent biological terms among biological processes, cellular components, and molecular functions, respectively ( Figure 2A ). For the Kyoto Encyclopedia of Genes and Genomes (KEGG) pathways, cytokinecytokine receptor inter-actions were most often enriched by differentially expressed IRGs ( Figure 2B ).
Identification of survival-associated IRGs
As monitoring disease outcome is important for clinical management, we focused our efforts on uncovering molecular biomarkers that could serve as viable prognostic indicators. After screening, we found 130 IRGs that were significantly correlated to PFI in PTC patients. Similar to the results from our gene enrichment analysis of differentially expressed genes, we found these survival-associated IRGs was most enriched in several gene ontology (GO) terms related to cell interaction and movement. The MAPK signaling pathway was the most frequently identified KEGG pathway (Figure 3 ).
AGING
Identification of hub IRGs
To extract IRGs which actively participated in the onset and progression of PTC, we chose differentially expressed IRGs which were significantly correlated with clinical outcomes (P<0.05). A total of 46 IRGs met this criterion (Table 1 ; Figure 4A ). Protein-protein interaction (PPI) network analysis demonstrated that JUN, AGTR1, and FOS were the three hub genes among these this dataset ( Figure 4B ). Functional enrichment analysis revealed that these genes were actively involved in a cytokine-cytokine receptor interaction KEGG pathway ( Figure 4C ). 
AGING
Characteristics of hub IRGs
Identified hub IRGs possess excellent biomarker potential for monitoring prognosis. A forest plot of expression profiles revealed that most of the identified hub IRGs were up-regulated in PTC samples ( Figure  5A ). A forest plot of hazard ratios indicated that most of these genes were protective factors ( Figure 5B ). Owing to the significant clinical value of these IRGs, we embarked on a comprehensive exploration of their molecular characteristics. We examined genetic alterations of these genes and found that mRNA upregulation and deep deletion were the two most commonly occurring types of mutation ( Figure 6 ).
TF regulatory network
To explore potential molecular mechanisms corresponding to the clinical significance of our hub IRGs, we investigated the regulatory mechanisms of these genes. We examined the expression profiles of 318 transcription factors (TFs) and found that 51 were differentially expressed between PTC and non-tumor thyroid samples ( Figure 7A ). Among these 51 TFs, 11 were correlated to the PFI of PTC patients ( Figure 7B ). We then constructed a regulatory network based on these 11 TFs and our 46 hub IRGs. A correlation score more than 0.4 and combined score more than 0.6 were set as the cut-off values. The TF-based regulatory schematic acutely illustrated the regulatory relationships among these IRGs ( Figure 7C ).
Evaluation of clinical outcomes
Based on the results of multivariate Cox regression analysis, we constructed a prognostic signature to separate the PTC patients into two groups with discrete clinical outcomes with regards to PFI (Figure 8 
AGING
This immune-based prognostic index could be an important tool for distinguishing among PTC patients based on potential discrete clinical outcomes ( Figure  9A ). The area under curve of the receiver operating characteristic (ROC) curve was 0.792, suggesting moderate potential for the prognostic signature based on IRGs in survival monitoring ( Figure 9B ). Multivariate Cox regression analysis suggested that the prognostic signature could become an independent predictor after other parameters were adjusted, including age, gender, pathologic stage, tumor stage, lymph node metastasis status, distant metastasis status, tumor size, tumor status and the amounts of nodules ( Table 2 ). The prognostic signature was also found to be a moderately viable index for different PTC subtype (classical, follicular, and tall cell) patients ( Figure 9C -E). We also explored the clinical significance of included genes (Table3).
Clinical utility of prognostic signature
Relationships were analyzed between the immunerelated gene-based prognostic index (IRGPI) and clinical and demographic characteristics, including age, gender, number of lesions, American Joint Committee on Cancer (AJCC) stage, and tumor burden. IRGPI was significantly higher in seniors ( Figure 10A ), multifocal patients ( Figure 10C ), advanced stage cases ( Figure  10D ), advanced T stage cases ( Figure 10E ), distant metastasis cases ( Figure 10G ), and increased tumor burden ( Figure 10H ). However, no difference was observed between genders ( Figure 10B ) or with regards to lymph node metastasis ( Figure 10F ). To see if the immunogenome accurately reflected the status of tumor immune microenvironment, we analyzed relationships between IRGPI and immune cell infiltration ( Figure 11 ).
DISCUSSION
Although the significance of IRGs in tumor progression and immunotherapeutics has been well-established, a comprehensive, genome-wide profiling study exploring their clinical significance and molecular mechanisms has not been conducted. This comprehensive, integrated analysis of IRGs in PTC enhances our understanding of AGING their clinical significance and illuminates potential molecular characteristics. The large number of PTC samples we had access to for this study facilitated robust results. Determination of more precise PFI clinical endpoints helped to assess potential clinical outcomes in THCA patients, and these PFIs enabled the analysis of more endpoint events than simply overall survival. We exposed several IRGs significantly involved in the initiation and progression of PTC; these IRGs may serve as valuable clinical biomarkers. Bioinformatic systems will enable a more in-depth exploration of their molecular mechanisms. Most important, an individualized immune prognostic signature based on selected, differentially expressed IRGs was proposed to measure immune cells infiltration and assess potential clinical outcomes. 
AGING
Since the start of the "War on Cancer," our understanding of tumorigenesis and techniques for clinical management have progressed impressively, but many aspects of PTC immune-related molecular mechanisms remain unclear. The initiation of cancer cells often occurs in densely infiltrated inflammatory environments [32] , which were the first clues that pointed our research toward differentially expressed IRGs. Other studies have uncovered differentially expressed genes between PTC and non-tumor samples [29, 33] , providing a fundamental understanding of the pathogenesis of PTC at the genetic level. However, the characteristics of IRGs in PTC had not been systematically explored up to this point. Tumor immune escape is an indispensable step in cancer progression. Recently, Na et al. (2018) proposed an ImmuneScore based on immune cell abundances as a means to characterize the immune microenvironment of PTC [34] . They proposed ImmuneScore based on immune cell intensity and explored the relationships between ImmuneScore and thyroid differentiation and BRAFV600E status. However, the present study mainly focused on the immuno-genomic profiles and the corresponding clinical significance. The two studies explored the AGING immune landscape of PTC from two distinct perspectives. Combination the two results could describe the immune status of PTC more comprehen-sively. Indeed, study on the tumor immune micro-environment is an important buttress to investigations into immunotherapeutic PTC management.
Acquisition of invasive traits in cancer cells depends upon a succession of alterations to the genome. We focused our investigation on alterations to immunogenomic profiles to uncover relationships between these profiles and the immune microenvironment, and to suggest potential clinical implications. Gene functional enrichment analysis suggested that these genes are mainly involved in cytokine-cytokine receptor inter-actions and chemokine signaling pathways.
Chemokines and their receptors actively participate in the pathogenesis of early-stage PTC; these are virtually always found to be altered in cancerous cells. Notably, these are correlated to invasion, aggression, and metastasis of PTC [14, 35, 36] . As such, these chemokines could also act as clinical biomarkers for monitoring metastasis, assessing survival, and uncovering potential drug targets [37, 38] . Computational biological algorithms provided several clues suggesting that alterations to the immunogenome could promote the initiation of PTC via several inflammatory pathways. 
Owing to the favorable prognosis of most PTC cases, studies focused on the selection of effective prognostic biomarkers is limited. However, cases of metastasis and recurrence continue to stymie current clinical management protocols. Considering the favorable clinical outcome, PTC patients did need a longer follow-up time to capture more OS events. In TCGA database, the numbers of OS and DFS events are small, Hence, PFI was the most suitable clinical endpoints for the current study. We selected PFI as the key clinical endpoint for observation of survival. Of the pathways implicated by IRGs, the MAPK signaling pathway was the most significantly correlated with survival-associated IRGs. The MAPK pathway is a conserved signal-transduction pathway. To date, thyroid carcinoma has been considered to be a predominantly a MAPK driven cancer, with approximately 70% of thyroid carcinomas associated with mutations that activate this pathway [39] . We explored the expression profiles, prognostic value, and mutational status thereof and uncovered valuable data ripe for future clinical exploration.
To explore underlying molecular mechanisms corresponding to potential clinical value, we constructed a TF-mediated network to expose vital TFs that could regulate identified hub IRGs. MYH11, FOS, and FCF7L1 featured prominently in this network. The ChIP-seq and co-expression-based TF-IRG regulatory networks we constructed will also help to inform and direct future mechanism analysis. Previously, a handful of immunological reports have suggested a possible connection between MYH11 and FCF7L1 and PTC, but associations with the FOS and MAPK pathway are new to immunological study of PTC [40] . Considering the potential molecular mechanism of the seven IRGs, no reports of the function and mechanism of AGTR1, FAM3B, PTH2R or SPAG11A have been published in PTC. However, among these seven IGRs, three of them have been studied, including CTGF, IL11 and IL17C. CTGF is upregulated in PTC and promotes the growth of PTC cells [41] . IL11 has been reported to play an oncogenic role in anaplastic thyroid carcinoma [42] . Moreover, IL17C overexpression was observed in differentiated thyroid cancer and associated with the recurrence and mortality [43] . Hence, previous studies provided limited information about the mechanisms of seven IRGs in PTC patients survival. In the functional enrichment analysis, MAPK pathway was the most significant pathway, we hypothesize that MAPK pathway may play an important role in the process. Note: t: t value of student's t test; P: P-value of student's t test.
To develop a simple and convenient protocol for monitoring the immune status and suggesting clinical outcomes in PTC patients, we created an immune-based prognostic signature. Previously, Bisarro et al. (2017) explored genome-wide DNA methylation profiling and proposed an algorithm to predict the recurrence of welldifferentiated thyroid carcinoma [44] . Ab Mutalib et al. AGING signatures to study the molecular mechanisms of PTC in patients with lymph node metastasis [45] . Cheng et al. combined genomic alterations and clinical parameters to develop a risk index model that could monitor the progression of PTC [46] . Beyond that, several researchers also have proposed prognostic signatures for PTC patients' survival prediction [47] [48] [49] . Comparing with previous publications, the present study proposed a signature that chose the PFI as the endpoint, which was the most suitable for PTC patients' survival monitoring. Furthermore, the IRGPI could not only as a prognostic indicator, but also as an immune status indicator.
Our prognostic index, based on seven IRGs differentially expressed in PTC, demonstrated favorable clinical viability. Of interest, our data showed that IRGPI performed moderately in prognostic predictions, and correlated with age, tumor stage, metastasis, number of lesions, and tumor burden. This tool could enable relatively rapid adjustments to treatment plans based on the immune cells infiltration levels reflected by the IRGPI. It has been well established that CD4 + T lymphocytes are able to recog-nize cancer antigens, and that activated M1-macro-phages have displayed antitumor functions [50] [51] [52] . 
Our analysis indicated that the IRGPI was significantly negatively correlated to the infiltration of CD4 + T cells and macrophages. Characterization of the immune infiltration landscape is necessary for the investigation of tumor-immune interactions. We explored the relationships between IRGPI and immune cell infiltration to reflect the status of immune microenvironment of PTC. Interestingly, B cell, CD4 T cell and macrophage cell infiltration levels were significantly negatively correlated with IRGPI, while the infiltration level of CD8 T cells was evidently positively correlated with IRGPI. These results indicated that the lower infiltration levels of B cell, CD4 T cell, macrophage and higher CD8+ T cell might be observed in high-risk patients. Our results confirmed and expanded the findings of immune cells is being essential for PTC progression. These current results also suggested that the IRGPI owned the potential to act as predictor for immune cells infiltration elevation, which is line with previous reports. The role of immune cells in PTC has not be fully explored. Previously, Ehlers et al. demonstrated that the frequencies of TPO-and Tgspecific CD8+ T cells in PTC patients were largely increased compared to the healthy controls [53] . Aghajani MJ et al as they reported that patients with low CD8+ and CD3+ expression presented with a significantly higher incidence of lymph node metastasis and extrathyroidal extension in papillary thyroid cancer [54] . High abundances of CD8+ T lymphocytes also have been reported as a possible independent risk factor for recurrence prediction in differentiated thyroid cancer [55] . However, the role of immune cells in PTC is still unclear. Our preliminary observation could provide a perspective to explore the problem, further research is needed in the future.
However, there were some limitations to the present study, which should be considered when interpreting our results. First, transcriptomics analysis only could reflect some aspects of immune status rather than the global alterations. Second, The lacking of validation with another independent cohort is also a limitation of the study. Third, the reliability of our molecular results was still challenged by lacking in vitro or in vivo experiments.
As we look to the future, many questions remain. For example, relationships between immunogenomics, proteomics, and metabolomics should be explored to further delineate global immunological changes in PTC. Of importance, the potential relationship between disturbed immunogenomes and premalignant lesions should be further explored. We anticipate that this prognostic signature may be of great clinical import. We systematically analyzed the role of IRGs in the monitoring of the initiation and prognosis of PTC. Our findings have provided novel insights that could yield new immunotherapies in PTC.
MATERIALS AND METHODS
Clinical samples and data acquisition
Transcriptome RNA-sequencing data of PTC samples were downloaded from the TCGA data portal (https://cancergenome.nih.gov/), which contained data from 493 primary PTC and 58 non-tumor tissues. Raw count data was downloaded for further analyses. Clinical information for these patients was downloaded and extracted. We also derived a list of IRGs via the Immunology Database and Analysis Portal (ImmPort) database [56] . ImmPort is a database that updates immunology data accurately and timely. Data shared through ImmPort is a powerful foundation of immunology research. More importantly, the database provides a list of IRGs for cancer researches. These genes were identified to actively participate in the process of immune activity.
Differential gene analysis
To selected IRGs involved in the onset of PTC, differentially expressed IRGs between PTC and adjacent non-tumor thyroid samples were screened via the R software edgeR package (http://bioconductor.org/ packages/edgeR/) [57] . Trimmed mean of M values (TMM) implemented in the edgeR Bioconductor package was used to normalize the raw data. We performed differential gene analysis of all transcriptional data, setting a false discovery rate (FDR) < 0.05 and a log2 |fold change| > 1 as the cutoff values. Differentially expressed IRGs were then extracted from all differentially expressed genes. Functional enrichment analyses, via the GO and KEGG pathways [58] [59] [60] [61] [62] , were conducted to explore potential molecular mechanisms of the differentially expressed IRGs.
Survival analysis
Considering the generally favorable prognoses of most cases of PTC, the number of death events is small related to overall survival. We chose PRI as the primary endpoint, and all follow-up data was derived from TCGA's Pan-Cancer Atlas [63] . A log2 (normalized value + 1) data format was used for survival analysis. Survival-associated IRGs were selected by univariate COX analysis, which was conducted using the R software survival package. IRGs which were significantly related to PFI survival were also submitted for functional enrichment analysis.
AGING
Molecular characteristics of hub IRGs
Differentially expressed IRGs which were significantly correlated to clinical outcomes of PTC patients were identified as hub IRGs. As these IRGs may have clinical applications, their clinical values were also systematically explored. Copy number alterations data was obtained from Cbioportal (http://www.cbioportal. org/) [64, 65] . To explore the interactions between these genes, the PPI network was constructed based on data gleaned from the STRING online database (https://stringdb.org/). PPI network could display many interactions that connect with hub genes directly or indirectly. The PPI result was displayed using Cytoscape software version 3.6.1 [66] . We also focused on their regulatory mechanisms. TFs are important molecules that directly control the degree of gene expression. Hence, it is necessary to explore how TFs that have potential ability in regulating these clinically relevant IRGs. . Cistrome Cancer is a data source that integrates cancer genomics data from TCGA with over twenty-three thousands of ChIP-seq and chromatin accessibility profiles to provide the regulatory links between TFs and transcriptomes. The Cistrome Cancer database is a valuable resource for experimental and computational cancer biology research and contains a total of 318 TFs and. [67] . We extracted clinically relevant TFs to construct the regulatory network of the current IRGs and potential TFs.
Development of the immune-related gene-based prognostic index (IRGPI)
Hub IRGs were submitted for multivariate analyses, with integrated IRGs remaining as independent prognostic indicators to develop the IRGPI. The IRGPI was constructed based on expression data multiplied by the Cox regression coefficient. Patients were divided into high-and low-risk groups about the median PI value. The prognostic value of the PI was assessed in patients with different subtypes of PTC. The TIMER online database analyzes and visualizes the abundances of tumorinfiltrating immune cells [68] . TIMER reanalyzes gene expression data, which includes 10,897 samples across 32 cancer types from TCGA to estimate the abundance of six subtypes of tumor-infiltrating immune cells, including B cells, CD4 T cells, CD8 T cells, macrophages, neutronphils, and dendritic cells. Hence, it can be easily used for determining the relationship between immune cells infiltration and other parameters. We downloaded immune infiltrate levels of PTC patients and calculated associations between the IRGPI and immune cells infiltration.
Statistical analysis
Gene functional enrichment analyses were conducted based on the R software clusterProfiler package of for identifying biological themes among gene clusters [69] . AUC of the survival ROC curve was calculated via the survival ROC R software package to validate the performance of the prognostic signature [70] . Differences among clinical parameters were tested using independent t-tests. P-values of less than 0.05 were considered statistically significant. 
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